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Declaration of Bob B. Buchanan Pursuant to 37 C.F.R B 1.132 

Commissioner for Patents 
P.O. Box 1450 
Alexandria, VA 22313-1450 

Dear Sir: 

I, Bob B. Buchanan, declare as follows: 

1 . I am an inventor named in the above-referenced patent application. 

2. I am a Professor of Plant and Microbial Biology at the University of 
California, Berkeley! have reviewed the del Val et al. abstract (Journal of Allergy and 
Clinical Immunology (2001) 107 (2): S3 18) cited by the Examiner, and on which I am the 
senior author. 

3. Joshua H. Wong is listed as a co-author on the del Val et al. abstract. 

4. Joshua H. Wong was a research associate in my laboratory and the work he 
performed on the extractions and purification was done under either the supervision and 
direction of either me or Gregorio del Val. Joshua H. Wong did not make any 
independent contribution to the work described in the article. 

5. Either Gregorio del Val or I chose the procedures and criteria to be followed 
for conducting the relevant studies. Joshua H. Wong assisted with certain of the 
extractions and purification steps. We instructed Joshua H. Wong to follow these 
procedures, and he reported the results of the studies to us. 

6. The nature of the work performed by Joshua H. Wong is summarized as 



follows. Joshua H. Wong performed the following empirical studies under my direction 
and supervision. 

1 Helped prepare pollen extracts. 

2 Assisted with certain steps of purification of the allergen protein. 

8. I hereby declare that all statements made herein of my own knowledge are true 
and that all statements made on information and belief are believed to by true; and further 
that these statements were made with the knowledge that willful false statements and the 
like so made are punishable by fine or imprisonment, or both, under Section 1001 of Title 
18 of the United States Code, and that such willful false statements may jeopardize the 
validity of the application, any patent issuing thereon, or any patent to which this verified 
statement is directed. 
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' hrCttllctmatcnCW; 

f-Tte towwar. is 2 br? sucrar ? cv ( -; see tt c^syiflj mrrAin- rit crrndsie prcKJuci «itffnubo r 

^CWTTUUflHCAHOK: P.GVWT Unto Ae'csd casnnocased i t -i omary tatnnt of stall's asihncnca Cf otoar acute epscces d asthma 
jteittnsira ireasra art recede 

MjpBseieevat k a* d w raeoKa; n : tre*; nrcps«j« caaawcaK mar use. 



Patteutar cart s rsera i: Bacons wt m rrarcteneu torn s^enctfy active cortosterads id flMNT natation Aerosol because deaths due to 
arena! tateeney aw -*cumo * &tm mfi asthma tang arc afts: n anstet tram systemic crjrteteroids to less systems Jy arafcblt mtvaed 
corticosteroids Arte- «r ttinm 1 hot sisterac cclasterods. 2 numter ci months ire readied tor rt covery 0/ hypothalamic -pituitaiy-adrena* 
(HPA) function. 

. Patents who nan ten ce.-asry mwcsre: .« 2t mg er mote oer Car cf preensorte lor its ewNatodl ma; be most susaptfiie, partoiarty wren 
terr sysfenrc corsssisroids nave Ken araasi cflnoiaety ertnerav.T. Dunne fits period of HPA sionressiori, patents may exrot sons and symptoTts 0! 
adrenal insuffiosncv when enosed t trauma, 8>rofiry c cjecsof tpaittutariy castroenteniBi or other coral tore Bssodatefl with severe dectjofrte loss. 
Attuuqh fluticasone proworwt? inraabon asrad km pfovine central el asthma symproms dunr g these episodes, in recommended doses i supplies less 
Han ronra) pTnrstofoaea amcjms d gtexarfcw nhrinlif aw cos NOT pronto the mreralcwracdC adnriry that a necessary tar coping with 
tt *s eoetnjeflcs 

i Owng peretis of xress 01 a seme astrre abaci, pantrc ma rar< bee wiftrjrara tore systsmc artasterocs shcufd be instructed to resume 
oral cortccstErods tn lara? doses' arwriechatet/ sac iu contact But physicians far further instruction these patients should also be instructed to carry a 
ranntpj card vo* atono thai tret no? reeo inptosneesary wiemc cnrticostenxds during periods of stress or a severe astnna attack. 



;» Patients requnict oral anasauSs snodi or. mv.z sswfv irwn systeme crtttsterdd tee after transferring Is ftrttasone prrw*te mnatetion 

■ serosa h a tret cf % sfltfls. oriiasw reoucton successful acco-niwsned of redudng the daty prednisone dose by 25 mg on a weekly basis 

• during t/anste' b rtaec toacascre pr ooonate. Success?.-? reduciion of orecrisone dost was aflowed only when tng tuxton. symptoms, and as-needed 
ibeta-apoust us? aea oetxr tw. r compact to tnat seac betet in*foi of mednisone dose reduchon Lung function (forced opffafary voiiw in 
i'J second (FSf,i or (wnwc peaX ex5r3Son' Ucv: rat* [Ail ?EFR)i. t^a-aocrasl use. and asthma syinjitoms should be rarefufi)' monitored during wthdrawa! 
■of oral crfljctsKofo. h: aodrjon mcffltare astlm, sens 2k symntot 1 ' s. cctients snoufd « observed for signs and syrnptoms cf adrenal insufficiency 
,tch as fatigue, lasatuat-, f.« : <wss. ttuse j ?nd weing. and rpcteitsir. 

TraBter of oatenu :m sysksnuc ccrticnierod da«a:;: fa hutescre propsnaie mnatatioa aerosol may unmask conditions prewwsly suppressed by 
.be systemic cortitKismic inerapy. e.g . rtutt. cawaivitis eaerc. af^d artrnts 

PesD!i5 wno are ur. crus tnat suppress Ift? nrmB« s^wn nst suscoite » infeciens than neaPjiy indaiduals . Oackenpoi and measles, for 
exampte. can haw z mere senousa evw feu! nuse a sisceptiote cnidren or acutts on conicosterows. h such chtoen or adiito who have not had 
.these diseases, oarticuia' care sraoc be taken to aval eicosure. Hovv the case, route, and duration of ccrtccsterotd a d i i it ii s tr ato affects Itv risk of 
dewfaoinfi a dftSfrnraifid irrtechir. is not m>w. Tht contnwiion of the urioeflying disease and/'or pricr cortcosteroid treatment to me risk is also not 
!3T3wr\ S eiposEO to citrtefpta. c?oplTyttiis flfitr> xanrxaa fflster rwiun* c0Ou!m (VZK1 may be wicated. fteiposedtoraasles, proptryiaios wtfi ooolic 
;krao5arBr unrmmorjlab'jbi (IGi may oe icccated rSee ft* respect -* oacKape rsert' for complete VZIC and K prescntwg ntorobon.) D eftiefcenpo* 
cfereSps. treatment with antiviral agents may 5; considered. 

Rubcasont aoptonat? nhiabon aeroscc is not to tie reganec as a oronchoditator and is not ideated tor rapd retiel ol bronctepasm. 

As w9i other inhalsd astuna mericatGri. ofortftosoasn may kis rath an immediate increase in wheezing after dasmg. tf broncftospasm cccus 
btavnng dosmg vriir FlOV^T H&bon Aerossi. it shwti be treater 1 - axnedateV vdh a test-aebng irfated hcfldoditator. Treatment *itti FLOW 
tftalation Aawol sro* be cscntinued ant as-ematr.-e tnerapy irstilaied. 

Patients shottf be <-otic w h comact tw pnvsi w> nrr-ediaic? when episodes of asthma that art not resoansrve to bronchodtiiors occur during 
be course ol treatment with festesone orepe rate nnaatco aerosol Du-mg Stch episodes, pabets may requre therapy wifft oral caDct^is 

PRECAUTIONS: 

General Ourmg mtrdraiva- trcro orai cortcssroios, sent patierru may etcerienct symptoms d systemicafly adw corlEOStewf withdrawal, eg., wm 
and/of mus cu la r cm tass^ode, ard depressar, oesc« maintenance or «er, fflprovement d respiratory fuccaon 

Ftibcasone propionate mi often permit centmioi asthma syrr^rcro untn sess stcciessicnot HPA iirctm than trisrzpeutrcatfy ecpii.'atert oral doses 
ol predrasom. Snce iiuticassne propenata is aborted into the crculatoi and can be sysanucaJy actwe at higher doses, the ccietei effects of 
fUicasane prcpicfliie irreJato aerasc* n iwimrrc :«dyshJict;on may be eipecHcrty when recornnefldedo^ 
pabents are titrated to the cwest effective we. a leJatosfip between otasma levels of fluticasone propionate and ifitotory effects on stimulated cortBot 
preducBOfi has oeen shoiTn after i weens v batmen! with Bxicasor e pmcenate wtatabon atrosd. Smce rdwduJ sensitivity fa effects on cortiso? 
pmdoctai exists, anysienrs shot* consider fts infomiaacn when rjresrriisig ftuticasone piopionaJe inhalation aerosoJ 

Because d the ocssbtty of systemic absypoor. of mhatec concossrews. patients treated irth these drugs stioutd be observed caret utty for any 
erdence ol system.: caiiccsrewi effects Pactutar :are shot*) be ^en tn otservcq pa1«as pestoperafivety o doing penods ol stress tor evidence ol 
Indequatt aoVenai response. 

. ft is oossol; thai systems: wcosteroid effect sua as hyp^rconicism and adrena ajppression may appear in a small numcer d patents, particular- 
ly at Note coses A sum crtanoes ocar. fiutcasore prcprorarte juste aerosol shouid be recuced siewty. oansistEnt with accepted procedures tor 
rajucsM sysler«c cortcosiroics and ror managerred d asthma symstrjms 

' A f»TJCtiDP of gxmvtii velcor/ li chrti.'eji or tecnaccrs ray ocoj as j r^ajfto' hadeotiKs conLrot ol cftroric dtseases such as asthma cr ton use erf 
corticosteroids tor treatment Riysicians stndd doseh' toScw trtf cronft d adolescents takir^ corticosteroids by any route and weigh the benefits d 
corticosteroid therapy and astnma control against thf oossaSf d growiji stoprEssion if an addescent s growth appears slowed. 
■ The fcrq-tcrm effects of ftoasoce prcpiorsate n m.Tnan subfects m rrt Mff known In partoiar, the effects resufling from ctrrori use d uVtcastwe 
pmpenas on deveiepmerrtai or imroiincDjc processes m the mottt*. onarym. trachea, and big are unknown. Sons patents have received IMcasone 
pnpcna2 ithaiabon airosd on a cootmuous oasis for ceroos d 3 years cr ior^er. m cfnical studies m6i patients treated for nearly 2 years wifi inhaled 
fticasxe propdriaie. no apparem dUterehces n ft? -jij or severe d adverse reactors were observed after long- versus sfwl-tenn treatraert 

Rare istarxes of gacorm increased intraocuar r^essn. arc cataracts rj/e been teported tcjUcvvuig the mtaed admristratai d cratcostaoios, 
incMig jtubcasow prtvptoraTe. 

r, cliKat sfcjtfes with unaKl crepwate. trc ceveicpment cl iccataed infections d the pharyra with renews sSncsa has twurred. Mm 
such art infection devtlocs it shcJd be treated war, approjytate lecaf v systemic fi.s .. aal inHuigaJI therapy wine rename, on treatment with 
fSjbcasone proowate imabbon acrosd.bit at Sims ftrapy *ta ftitcasoue pooionate may need to oe irrtenupted. 

■ hh3'ed wrrxMstemr shouta be usee \i* canon il et aJ. r patterns wttn active or quiescent titrates hfechon d the rtsptratory tract untreated 
sfitefc funjai. rjaoenai. vira. p.- parasiu 'mm : or cedar r«osi snnoto 

EtB inopti i hc Conditions: m tat cases, patents on rmaled ftutcasorK erwonale may present with systemic ecsriophilc conibons. win some patients 
presenftg with ctacai feaures d vasculitis ccnssteci wttb Dsag - stauss s T Tdromt, a cordtwi that s often treated with sysfemc corbecetedo therapy, 
fries! events usuBhr.rwrrtarw^ win tn? reducnem afld*ctr mfiidravval ol orai rortjeosterod therapy toBcwring li» ritroljctiert of 

tafjeasM prctGonas . Cases or serous ecsmor/^c c^xfroons na/e a ^o been reported wrtii other nhaisd corhcosteroids r\ this ctmcal setting. Physicians 
abate be alert 0 ecsnoohfc vascjtbc rasr. norserwg odtaanar/ syovfens. carta: cornptabons, wSto reuopaSiy presenting in their patients. A 
ausd reato-i? taveen fluticasone wwx a.10 ceit underlying ctndticcs has not been establisned (see ADVERSE REACTIONS}, 
fatomuticn for Patents; Patients cema treated with Inhalation Aerosol should receive the Mowing dormabon and mstrjebons. Trw irforma- 
fion is inienoed to art them s ^ saft ara eltecin-f L3i d Bus mejcaiOTi. r; s not a ersdeeue ol aJ pass;bte adverse or rrtended etrects. 
' Patients snajtd use c L0vSM taalaten terse: at regular nervas as free ted. Results d dncsi trials indcated signficart npnr/tnent may occur 
«ithm tns ftrsl cay or two d treaften; nrmti the hi benefs may rot be ach:eved until hatmed has been administered tor 1 fa 2 weeks or tonger. The 
taUen: $nodd rot ncrezst the ^escnoed dosage bit snoufd contact me prtyscian if s/mptoms do not improve 01 rf the condibon worsens. 
Pane/its shodi be warne: toaved exocsure k dtneapca or measfe* and if tney are erposed, to consul their physicians without delay. 

■ for tns proper use 3' FtfiVEH onaiabcn Aaroscl anj t: era* mawiiir iTr^ovssient, pie patient should read and toiow careWty the aaomcariying 
^tiGtn'33 nscta«ns tor Use. 

)&cirogene$is, Mutageness, inpairrnent d tetirry: futcco v r.^ate demaistraied a> tuiroigenic potenbd in sturto d oral doses up to 
1000 mcp/rjg laxrwjaaA I bmas th? no>mei; ncrw> car* evaoooa dee based on mco/m ? > for 73 weeks in tre mouse or inhalation d cp to 
37 mca'r.5 taapTDHTOtfy h'i the mvr.w rumj-t C3* inaliteP cr>st tas«} cn mco/iri?) tor 1W vsiek? n trie rat. 

ftospt! DrDrx.'ijt? 33 nrj; i£rjKi cine mi® n sfa r Kte v ?jr avsic ce3s m wo. to sirjrfiiarti dasicrjenic effect mas s«n » aim 
iso» oeriorcai Mrrhc-;.:e5 a vat v t. r»< m& tiamte! ks: wen acnwwiered at ngu doses by be cai or sdjwtanecus route, 
vtremor?. & a npuunj did no: crrtrool jji dms on r. oone nsrroc 

to eviaenc- of mparroien: o? brfiif,' wk ajserveJ n reptidLcirve stutse? conduced in raa dosed suacutaneousr)' «9n deses 00 to 50 roca/kg 
apprcjorrsiteh rt.ai-^m csR-n casv isaatc. ocse pasw en mctt-rro in males and lemaias. Horvever. prostai wight was s«nttcan5y reduced 
.irats 

tegnancy: 7era»cfrBC f ffectr recnarx, Limr. C VJOftisreoci stuu<s it Uk mouse antral at 45 and I QO mr^kg. rescecUvelr {arj/wimately 
rlO 1* 1 7 9i rec-n- fvnar wa?.an %% oasec <r vccf.'. escecirveY;. fWMKi ietf toxotv ctaracteristi: d pored glucocaticoki ccm- 



oourtcs. ndudwr; emcryartr 5ft«tr. retard^-ci. w urtakXEi?. tSft paste, and retarceo x«niat ossmcalioc. 

Ir. Ote rabbit' est wapXreduton anc ceft paiate were ottsmed toaowng sdxutaneous ooses d i mctjocg tatJonnarnatery t/25 me rnaiimum huna* 
dan mrtatatior. case iasidori rcgr-rn 2 ;. However. toPowtno orat adrrmstatimd upfa 300 rnco/Kg trj^jcMtuiriialehr 2 Saies the maorai.-Tt human oai^y 
inhafate dose based on msgT! 2 ) d fwrascne prapotiaui to me rabbi there were no materrit efiects nor Increased incidence d edemaL rara. 0: 
sxefetai fetal cetens. tfatiaaone orapiorrate was ceiectsd m trie otasma n tre stooy ccrastera \«tr. the estafitisned tow boa/aiabii ty totowno or?: 
administation tee &MCA! PWAflMACaOCt' sacbon d fus pescnbmg crrtxmatm;. 

Less than 0.003% of the acnanist ered dose crossed the otacenta fotowmg adnnsaahrjn c too icgAg a rats or 300 meg/kg to ratots laoprov- 
imatefy 1/2 and 3 nmes tns maimrium human dafiy rtraaicn dose based on men/lit*, respecfiveiy!. 

There are co adeoaate and rel-rxntrdied stuotesir. pregnant worner.. Ffubcasone wocwtse static be used during pregnancy onfy it tne potanba: 
otn^5i jtstihes tJTJ pctffrC^ risk to Etc feius. 

Ejtpenence with oral ajiXKontoict? since their Ktradtcton n pharmacologic, as opposed to c^oiocc doses suggests that rodents art mom crone 
to teratogenic efiects from r^aorfote than humans, in addtai bicacs there is a na^ rxtsss r gfuccconiaKl otooixiot ourv^ pfe^jney. 
most women wS terjire a fawn eirjperous glucccjr^ 

terstng Mothers: Bis rot know vmetre (Uhcasons rjcroriatf 5 eicreted n hraian breast mi* Subcuaneojsararrestratiori d 10 rn$t$ mtiatec 
onjg to Bctaiina rats tapormsnash- 1 j?0 tne naiiraum hurrari dairy kirtaBm cose based on nxoyrVj resuttea in measuraale rzduactrnty in 00S1 ptasma 
and milk. Because otarxortcco are eicreted in human mft. caution should be exercsed when fctcasont proponaie inhalation aerosol ts adrrwseaered 

Feda^Use^'ta 

tt^ US p*itd aincaJ trials Tne safer.' and effectiveness r> FlOVTMT ^.rafihen Aerosol n chtoren tetow 1 2 years of age have net teen estaptshett. Oral 
cortjcostertifcrro^ 

ccrtcosteJCid a^ears to haw crowti sur^pression. ote possStty that ttiey are paircutarfT sensitive to this efl ect of contosteraids stcuM be ccflsidereil 

tjeeP^CAitfons. 

(kriatriclhrFwlwoWtttea^ 

nrjn^JSdini^tjials Tnere we notSltererxcs in aovstse reacljons axnoared tD these reports by lounger patients. 

ADVERSE REACTBItS: The Mowing incidence ol common adverse experiences is based upon 7 dxefj>con>rdred US dinicai trials in wticn 
1243 patents 1509 female and 734 .rale aifetescents and aduOs previDijstf treated with as-needed DroK^rttaars and/'ty inrated cortosterctdslwere 
treated wdt rldicasrjne pic^^ 

Overall Adverse Experiences With >3% Incidence on Ftuticasone Propionate Tn US Controlled ethical Trials With MDI 
in Paiients Previously Receiving fjrtwchodUators and/or inhaled Corticosteroids 
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The table acove mdrin a^ events (whether considered dmg<?faarJ or rwidrug-reiated by the nvestgator) that xcurred at a rate d ever 3* in the 
combined ftobcasone prcdonate hhaaton aerosd groups and were more commcr, man in the ptaceon group. In considering these date, dfterexes m 
average duiaton of eaposire should be taken into accour! 

These adverse reactors were nwsflv mild to moderate in sevent>- wnu>. <2*i of oaterrs riiscontnairig the studK p 
cases d rnmediate and delayed fryrwsensilwTh; reactions, inckrtfirig umcarta and rash and other rare events of anckjedefna and oroachospasrrt. have been 
reported. 

Systems pjucocorfcoro see effects wen not reported ourtng artroftat dined trials mEi fiuteasont propioraie inrztalksi aerosd. 1 rtwmranJed 
doses at exceeded, hewver. cr if nJividuds are parteuLauty sensitive, symptoms d rryoerarfdsra. e.g.. Ctafwigs syndrome, could ocoi. 

Other adverse everts fhat occurred in fr^ dmicd biats using Mic^ 
occtrrerj at a greater rodence than w^pfacebowere: 

fat^Mdnrorttennnasa'a^^ 

frelrritatrjidtheeyRsi > - 

SajtrdntEsfinac teusea M vomifing. (ternea. Cvspepsra and stOdach fcorcer, 

Afeofiaatwrrrever «««tcmrjk> LIBRARY 

«wd& and tett.- Oentai prcotem. ii^Jg McW^^^r r ckfTPR 

M&scubrteteCirPain rt j*l sr^ri^stiatn. aches and oains, pain fli ^j^cQ^p UNiV McU VCH» ' 

fresp^ratery: tancfc, chest coroesboo. 
Sda: Oerrtatitis, rash/skh eruption, 
{irogev^ Dysmenorrhea 

h a 1S-*eek study in fjatrents wrtn asthma regwnng oral corwosteiorcrs. the effects of Uiticasorte oroptonate mnaiatrrxi aerosd, 660 meg twice dairy 
(0 = 32) and 880 rrcg tvrte oaify (n = 321. wre ccsroared with pasio. Adverse everts twrtet-ip Knsmeij pM'h^lWffifJt4|l#| by Bit 
trrvesDcator) reported by aw than 3 patients in dtw fluticasone piapxire:: W^&gftjBFR&JEjlk 4MWwP>'#Stt than 
rjacetowsfmh below glfttWi". 

£ac toe, and J^Prormcife (9% and 25*), nasal ranQestion |t3% and 22%}, smusfts (19S and 22%), nasal dscharge {16% and 16%), 
trysphaia (19% ard 9%k pain m nasd 

te?«r3/«r Upper respiratory idecbon {31% and I9%|. into p% and t3%i. 

Kterruaftjctw (28% and 34%), pan n pd m and 13%), nausea and vormthg (22% and 16%} rausoiar soreress |22% and 13%), 
rT^aceTtaheje 122% and 28%!. nsorrna (3% and 13%) 

Obsefved Dorbq Cfenial Practice: in addifjcti to advise erenB r-^csted trom dncEl mats, the fefiewne e%sr*s have t- en ctenUi*3 du pos&pprpval 
use of fruhcasone pnyfAXiate in cfnical practiu. Because they are reported vorun&riiY froni a population of unknovvn size, estrnaies of risouency cannot be 
made. Tr^se events hare been chosen tor indirsion due to eite their stnetrsress. frequency d repcrttng. causal correction to flutiascne oroptonate. or a 
nrabinabon d these factors 

£*c Nose, mo* Thrwt Threat soreness and irrtabon. hoarseness, laryngits. aphonia. 

firxtor^anrfAfft^ 

Psfthiztf. Restlessness, agrtabon. aggression, depression. 

Respiritory. trnmeriiatt derohospasm, asthma eiacertatoa J/spnta, wheere, crest tightness, brorchosoasm. cough. 
Skiff Pruribjs, contusions, ecchytroses. 

BossTssptiik 'ceiffioxto rare cases, patents on inhaled fluhcasore propionate may present mtn systemic eosinophilic cencftons. wito some 
patents presentng with chmcaf features d vascuits otnsislent uidi Owrj-Ssauss syndronte. a conlixn Biat is often aeafed with systernic cortjeosteroid 
thevapy.TlTe5eeTentsasua^ t t?oln«alwahjS^ 
ducto d febcasone cvopioraii Cases d serious ecdn^ 
RrysTcians should be ilerl to eostrmphiia. vascuf tit w 

patents. A causal retatnrBhio tetv,een Itutesone propionate and fhese uwlying omitions fcas ml been estaofisnd (see PflECAIJTJONS: bosriapfnTic 
Conations}. 

OV1RTJOSAGE too* over ooiage may resdl in sigfis/syrrtptoms d hyperccdicism (see WWUTOBi. fahafatwi by healthy vocjraters d a singfe dose 
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• A Comparison oi Cutaneous, Conjunctival and 3ronchial 
► Reactivity to P Pratense 

Guleon Luck. Graham Roberts. Caiiriona Hurley St Mary's Hospital. 
London. L : K 

OBJECTiVM: To determine whether there is a relationship between 
cutaneous, conjunctiva! and bronchial sensitivities to Phlcum pratense 
(timothy grass ) in individual children and teenagers with seasonal allergic 
asthma and rhinitis. 

METHODS: subjects (27 boys) aged 3 to 16 (average i \ ») years 
were assessed in this study. Specific IgE (Pharmacia Cap) to P pratense 
were assayed in all subjects. Skin prick testing was performed in 38 
subjects with hull-log, increasing concentrations of P pratense ( ALK); the 
concentration giving a 3mm weal was determined by interpolation. Con- 
junctival testing was performed in all subjects using half-log. increasing 
concentrations of P pratense: the concentration giving a score of 5 on a stan- 
dardised, validated scoring system recorded by one observer was deter- 
mined by interpolation. Bronchial challenges with P pratense was per- 
formed in 25 subjects with half-log. increasing concentrations delivered by 
a Parijei nehuliscr and lung function measured by Mastcrscreen spirometer 
(Jaeger); the PC20 was calculated. A comparison between the factors was 
made using correlation coefficients: the Bunferroni trans format) on was 
used to account for i he multiple comparisons. Calculations were performed 
using Stata 6. 

RESULTS: A significant correlation was found between specific lgE to 
P pratense and cutaneous sensitivity. However, no other significant rela- 
tionships were found between specific IgE levels, cutaneous reactivity, 
conjunctival sensitivity or bronchial reactivity. 

CONCLUSIONS: The data presented demonstrate that the sensitivities 
of different organs to P pratense are independent of each other. This agrees 
with the different patterns of clinical symptoms seen in children with grass 
pollen allergy. 

Comparison between specific IgE and end-organ sensitivities 

Specific IgE Cutaneous Conjunctival Bronchial 

Specific l«F 

Cutaneous -0.5f>X tp=J).(B V 

t'imiunelival -0.251 (p=l) 0.2S5 <p=0.40) 

Bronchial -H.JII3 <P=!l 0.20S<p=l) 0.I3K (p=l) 

: Cuiancous sensitivity ami specific IgE both logarithmically transformed. P values 
miHjifieil using the BonlciToni rnmst'ormatinn lo take into account thv multiple 
comparisons. 
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Comparison of the Molecular and Immunological Properties 
of Natural and Recombinant Art V 1, the Major Allergen of 
Artemisia Vulgaris Pollen 

Martin Himly* Rcnaw Steiner$, Ronald Van Hee¥. Chhstof Ebner§. Fati- 
nui rerreiru* : ' ; University of Salzburg, Salzburg, Austria ^University of 
Vienna. Vienna. Austria VCcntral Laboratory of the Netherlands Blood 
Transfusion Service. Amsterdam. Netherlands 

Poilen of mug wort "Artemisia vulgaris) represent one of the main causes 
I for type I allergy in late summer and fail in Europe. Mug wort, a member of 
the Aslcraceae orCompositae plant family, pollinates by wind and is wide- 
ly distributed throughout the temperate climate regions of Central Europe. 
The major allergen of mug wort pollen has been determined by immuno- 
hlois with a large collection of sera from mugwort pollen-sensitized 
patients. This protein, which is recognized by 95 % of mugwort-allergic 
patients, was designated Art v I . When subjected to SDS-PAGE it appears 
as a heterogeneous band in the MW range of 24 to 28 kDa. Recombinant 
Art v I. in contrast, migrates at approximately 17 to 18 kDa. although the 
theoretical MW oe rived from the poiypetide chain is 10.8 kDa. Both natur- 
al and recombinans \rt v I have been purified to homogeneity. In this study 
we report the molecular and immunological properties oi* purified recombi- 
nant An v ; in comparison to its natural counterpart. Natural An v I was 
found ui jontain .;urbo'nydraie ; ; s J.emonsirated by positive PAS -staining. 
Mass measurements by Matrix- assisted laser desorption ioni/ation-mas> 
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spectrometry (MALD1-MS) were performed. By these means the molecu- 
lar mass of purified recombinant Art v 1 was determined to be 10800, 
whereas in the case of purified natural Art v .! two rather broad mass peaks 
with maxima at about 1 3400 and 1 5600 were detected. These differences in 
MW were assigned to the sugar content, which also turned out to protect the 
polypeptide chain from proteolytic digest. Binding experiments with plant 
lectins were performed in order to characterize the carbohydrate moieties. 
However, no common type of N-Iinked glycosyiation could be detected. 
ELISA experiments with a panel of patients* sera revealed two distinct 
binding patterns of IgE antibodies: one class of sera reacted similarly with 
natural and recombinant Art v I . whereas the other class showed extremely 
weak or no reactivity to recombinant in comparison to the natural allergen. 
In inhibition ELISA experiments, natural An v I totally abolished the inter- 
action of IgE with its recombinant counterpart, whereas recombinant An v 
I gave only 50 % inhibition of IgE-binding to the natural allergen. Purified 
natural and recombinant Art v I were also subjected to pcriodate treatment 
and reduction/alky lation procedures. By subsequently performed 
immunoblotting and ELISA inhibition experiments with patients" sera 
more conclusions oh the nature of the present TgE epitopes of natural and 
recombinant Art v I could be drawn. Taken together the results of this study 
show a high impact of glycosyiation on the allergenicity of the major mug- 
wort pollen allergen Art v 1 . 
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A Major New Allergen From Ragweed Pollen 



Gret> Del Val* Joshua H Wong*. Suzanne Teuber§. Oscar L Frick¥. Hob 
B Buchanan* ; UC Berkeley. Berkeley, CA §UC Davis, Davis. CA ¥UC 
San Francisco, San Francisco. CA 

Ragweed pollen has a lipid layer on the surface, which has been extract- 
ed and routinely discarded for more than 50 years in order to produce aller- 
gy test preparations. The symptoms in pollen allergy, that appear after a few 
minutes, are believed to be due to allergens located on the pollen surface, 
which includes the lipid layer. As it has been demonstrated with defatted 
ragweed pollen (Marsh DC ct al JACI 1 98 1 , 67: 206-222), there are impor- 
tant extracellular allergens released in a short time period- e.g. Amb a 5 in 
16 minutes, versus the major allergens described. Amb a I and 2, in 12-24 
hours. However, these authors and others have not reported significant dif- 
ferences in the first-released allergens from the complete and defatted 
preparations. In our work, we show a difference in the population of the 
first-released allergens from complete and defatted pollen. We have identi- 
fied and characterized an allergen located in the lipid fraction that is dis- 
carded during the defatting process. The allergen, which appears to be a 
major pollen glycoprotein, has a molecular mass of 30 kDa and contains at 
least one disulfide bond. Amino acid sequencing data indicate that the pro- 
tein has not been previously described from pollen or other sources. Finally, 
after performing IgE-immunoblots with 25 sera of ragweed-sensitive 
patients, we have found that the 30 kDa protein is recognized by all of them, 
thus qualifying it as a major allergen that is perhaps missed in current 
screens. Furthermore, our results are reinforced by the fact that dogs sensi- 
tized to ragweed also uniformly recognize the allergen. These findings sug- 
gest that the lipid fraction containing the 30 kDa allergen and possibly oth- 
ers should be included in allergy testing and immunotherapy regimes. 

1 flQQ Seasonal Variation in the Indoor Mold Aerospora Among 
I UOiJ Inner-city Homes 

H James Wedner, Anupma Dixit, Roosevelt Peabody Washington Univer- 
sity School of Medicine. St Louis, MO 

INTRODUCTION: Sensitization to the indoor mold aerospora may 
play a significant role in the increasing prevalence of asthma among inner- 
city dwelling children and adults. To evaluate indoor mold contamination, 
we have used volumetric spore sampling for both totai and viable spores in 
40 homes in the East St. Louis. IL (ESL) area. 

METHODS: At least one asthmatic patient (usually 2 or more) resided 
in each of the homes selected. Sampling was carried out ihroughout the 
year using a Burkard Personal Volumetric spore trap :irxi viable spore trap. 
Viable spores were collected onto MEA plates. The kitchen, TV room and 
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